The In-Cell Western (ICW) Assay uses immunofluorescent staining for fast, accurate measurement of protein levels in fixed cultured cells. ICW assays are also called cytoblots, cell-based ELISA, In-Cell ELISA (ICE), or cLISA.
■ Cells are grown in 96-or 384-well microplates, exposed to the desired treatments or conditions, then fixed and permeabilized for immunostaining.
■ Total fluorescent signal from each well is imaged and ratiometric analysis is performed� ■ Two fluorescent channels can be used to simultaneously quantify two different protein targets, normalize against a housekeeping protein, or normalize for cell number using a DNA stain.
■ Normalization increases accuracy by correcting for well-to-well variation in cell number.
■ "Snapshot" of protein expression or signal transduction status of the cell population in each well� ICW assays are a useful alternative to Western blotting. Because cell lysates, gels, and blotting are eliminated, many samples or replicates can easily and quickly be processed in parallel. Variability is greatly reduced, enabling enhanced reproducibility and more accurate analysis of changes in protein levels ( Endothelin-converting enzyme-1 actions determine differential trafficking and signaling of corticotropin-releasing factor receptor 1 at high agonist concentrations.
Pregnancy-specific glycoproteins bind integrin αIIbβ3 and inhibit the platelet-fibrinogen interaction.
